distribution in plasma lipoprotein fractions was assessed by fast-performance liquid chromatography gel filtration with a Superose 6 HR 10/30 column (Pharmacia, Uppsala, Sweden) (1).
Immunohistochemistry
Shock-frozen non-fixed aortic sinuses embedded in OCT were sectioned, fixed in acetone and processed for antibody staining according to standard protocols. The following antibodies were used: anti-CD3 (KT3-1.1), anti-VCAM-1 mAb (clone 429; BD Biosciences), anti-ICAM-1 (clone 3E2; BD Biosciences), anti-F4/80 (clone CI:A3-1, Serotec) and anti-SR-A (2F8, Serotec). Positive cells and total cells as well as areas with positive cells and total plaque areas were quantified at three different levels of the aortic sinus from three different mice of each genotype using ImageJ software.
Proliferation and migration
VSMCs were isolated as previously described (2) . Growth-arrested VSMCs were incubated with PDGF-BB (5ng/ml) for 20 hours. [ 3 H]-thymidine was added and the cells were incubated for another 4 hours. The migration assay was performed in Modified Boyden Chambers with membranes containing 10µm pores. VSMCs were added to the top wells. PDGF-BB (10ng/ml) was added to the bottom chamber. The number of cells migrating to the lower membrane surface was determined microscopically and correlated with the cell numbers in the upper surface. Experiments were done twice in triplicates with three independent cell pools isolated from three independent mice of each genotype.
Foam cell formation
Thioglycolate-elicited peritoneal macrophages were plated on 6 cm dishes in RPMI 1640 medium supplied with 10% FCS. After 2 hours, non-adherent cells were washed out and macrophages were starved for 48h. Then, oxLDL (50µg/ml) (kind gift of Peter Lerch) was added to the medium. After 2.5 hours cells were stained over-night with Oil-red O and costained with hematoxylin for 20 sec. Experiments were done twice with six independent cell pools isolated from three mice of each genotype.
Binding and Uptake of acLDL
To determine receptor-specific binding and uptake, fluorescence-labelled acetylated LDL (Dil-acLDL) was used (Intracel Inc.). For binding studies adherent cells were incubated with Dil-acLDL (10µg/ml) for 2h at 4 o C. In order to assess uptake of Dil-acLDL cells were incubated for 4h at 37 o C. In order to exclude unspecific binding, we subjected cells to 10µg/ml of Dil-acLDL and an excess of unlabelled acLDL (200µg/ml). Experiments were done twice with six different cell pools isolated from three mice of each genotype.
Fluorescence intensity was analyzed using fluorescence microscope (40x objective) and quantified using ImageJ software.
Degradation and cholesterol efflux assay
Degradation of modified LDL was assessed at 37°C for 5 hours using 10 µg/ml modified [ 125 I]-acLDL as described (3) . Cholesterol efflux assays were performed as previously reported (4).
Immunofluorescence (IF)
Immunofluorescence for SR-A (clone 2F8 Serotec) and CD36 (Clone 63 Chemicon) was performed on paraformaldehyde-fixed peritoneal macrophages stimulated with acLDL (50µg/ml) for 2h according to the manufacturer's protocol. Experiments were done twice with six independent cell pools isolated from three mice of each genotype. Intensity of fluorescence was analyzed using the fluorescence microscope (40x objective) and quantified using ImageJ software.
Western blotting and immunoprecipitation
Western blotting was performed according to standard procedures. The following antibodies 
Phosphorylation in intact cells
Macrophages were pulse-labelled with [ 32 P]-orthophosphoric acid in sodium-phosphatedeficient DMEM 12 hours prior to harvesting as previously described (5). Briefly, after 12
hours cell lysates were prepared in modified RIPA buffer. The immune complexes were analysed by SDS-polyacrylamide-gel electrophoresis and transferred onto PVDF membrane for detection of phosphorylation by autoradiography and SR-A by Western blotting.
Semiquantitative RT-PCR and real-time RT-PCR
Total cellular RNA was extracted from macrophages using TRIzol reagent (Invitrogen). 
Statistical analysis
Data are presented as mean ± SD. Statistical significance of differences was calculated using an ANOVA with post hoc Tukey's test and Student unpaired t test, respectively. Significance was accepted at the level of p<0.05. ]-cholesterol and the percentage of total cholesterol effluxed to apoA1 was measured after 16h. Statistical significance of differences for experiments S5B to E were calculated using Student unpaired t test. Activation of c-jun using a specific antibody for phosphorylated c-jun (p-c-jun). Western blotting of total aorta protein extracts from ApoE -/-and ApoE -/-JNK2 -/-mice fed a normal or high-cholesterol diet showed no differences in activation of c-jun between both genotypes. Expression of total c-jun was used as a loading control. Serum stimulated 3T3 fibroblasts (3T3) were used as a positive control. 
